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(54) MONOCLONAL ANTIBODY 

(57)Abstract: 

PURPOSE: To synthesize a monoclonal antibody or its biologically active fragment on the receptor for human tumor 
necrosis factor (hTNF-R) by selecting a hybridoma cell line secreting this antibody through a proper analytical system. 



CONSTITUTION: A hybridoma cell strain secreting the antibodies is selected by means of a proper analytical system 
to synthesize a monoclonal antibody to the receptor for hTNF or its biologically active fragment. The monoclonal 
antibody or its biologically active fragment preferably has the activity of EC50 (the concentration of the Mabs where 
5% TNF as % of the control is still bound to the tested cells) of down-modulation of 100 ng/ml or less on HL60 cells. 
The monoclonal antibody, when desired, non-toxic, inactive and therapeutically acceptable carrier are used to prepare 
its pharmaceutical composition. 
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@^ SI ^1-64016 
@tB Gl ¥1(1989) 3^178 
® 1988¥ 3 17 B @ 'f ^ 'J ( G B )®8806339 

x7«*7-r>'V- ;^>f €;w ^^wvyr-'^Ji':^ b 7 124- 

o£/a.«':7:/h«3y 184 

— • T i'f-^^y^' 



^ »S 9 

2. l^il'St^OlQS 

1. t hBlJf a5Eia^-(hTHF-R)<0te«)© U-fcT"^ 

2. IgNS fcttlgC^y^ r-C*«W5Rlg 1 Kie 

3 HL60Wia±-C. ^-'-J U-i' 9 VEC. 

*< ioong/«£ c ^ L i> $ «: * ♦ijy T r 4 M 
^ifl 1 L 2 <o'>« < 4 ^-ocieaso^fc^ 

4 . HL60»Ba±?. *f *} V^'J 3.\^--/ 9 XEC. 
«<tt; 20a|/i<T«»«M;|tlH3 CtS«®^b^«9. 

5 . HL60ai!8±-C» y*3V^'J3.\^'->/ny^t,^% 

*< 10 /I g/«« c » n» A- * tt ■& neiT T * « w 

6. HL60»ia±-C, y* U--> 9 VEC. 



i6<»!} 2 /< g/a£7«>2Sj}^9 5 (CgSK<0^i:^«). 

7 . BBp- 2»ll!lJb-C. /-Sy^C^iU-fsy 
BC,.3!)<100ng/ilC«P »d:*nJ?iTt! «> 
■5M«Jai«t'»l^2<Oi!>«< <!:6--3C8e«® 

8 . HEp- 2 «l!a±-Cx ^•'Jyti'iU-i'gy 
ECs,;b<20-IOOng/«{(DScllC&'&iA^^fl7 (C 

9 . HEp- 2aBa±-C. j'''!7y*->'»U-i/9 V 
EC,.i()<2 //g/«iK:??tt»!!)-« /S:tt*nBlT-C* 

10. / y t •>■ * U- •> 9 XEC».A<t!j 2 /I g/«£T 

ir. ^ y « a •> 9 yEc,.*<Kjioong/«£-c 

12. xaiai:-c> ^^■>y*-;'a.w->9y* 
lfic:$«v^8f«Jai «i'Lll©dt>«< <!:()-•:> 

13. HEHI-164»lia±-e. tr *} V ^-z 3.1^- i/ 9 V 
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14. w^jfl 1 «i»>i.i3©ir^-fn/i^«D--3tcsa«© 
<fc ^ «3 © ^ ^ « w IS y ^ (iS « =ff t « wf M- . 

15. 893R'ji 1 Ll3®iJ^« < i fc-ocffia© 

16. r&l«Wc?SI4««3S<!:LT©.»iJ:RiJi 1 
U©iJ>« < <»: t-ocje«©<t^1}J. 

17. S^rrfflSRi: tT©W5Rifl I «l> 1^14©'J>« 
< t <)-OK:K«©<k^«j. 

18. th TNFU-briJ'-®«Sl©A:i!>©8i»5Ria 1 
«t^L140'>«< (k fc-ocgs«©^t:^«i. 

19. ia^«^}-«f»CJ;»)iSfa*SJ«»«}1-S^N'f 

ilJRia 1 L,13©i!.^« < t <>-o{cS2«©fb 
^«j©3aiS:^t£. 

20. S<l * ijl 1 « 0 14 © « < i 6 - o C 12 a © 



21. fiB'«r©0i.Sx ^i:.fkiii&os^isitti\tiiHmffi 

1 1 14©'>« < i fc-ocseerolt-^fe® 

22. tF TNFU-b7*^'-OW-3J©fc»©Jft*Ifl 1 
«t.^H4©j!^«< (tt--7t:g2«©{k^«!)0<$ 

23. »«iBl9©^ttt:j; o-caSiS* nfcJfi^tCfc 
ItSJffJRJfl 1 l^l3©i!^« < t t-otcK« 

©^k^fe. 

3. |&9i©l¥»«Si9I 

lllBii^B-f (Tumor Necrosis Pactor(TPN) ) 
tt. «|;ltfiyKh + i/y©i««^1.fflJlIi««J«C« 
t«JC«C*»->T> Sttft-y ^ n 7 T - i'tC J; »3 

X * V - ^ * y V (Bscillaa Calnette- 
Guerin) * J; tt Stt i V K h + •> V C J: »3 *!! 3 

$*ifc-»-';>;^©jiv9*caai$nfc. {-©-{i/f 
.•K(c^Mt«4${tiia^^<c^ma. ii«d(i^.cs;j«iiii>Sis< 

•fHajE^^-f « d t Tibs (Carswell.E.A. i 



©(1975). Proc. Natl. Acad. Sci. USA, T^, 3666 : 
HattheMS.N. J3 J: Ha tk i ns , J. P © (1978) , Br . J. 
Cancer, M>302: Matthews, N. © (1978). Br. J. 
Cancer. M.310) . iiXit. -f X k* h n-COHflf 
tStSlOft^ (Old. L.J. ©(1985). Science 230.630) x 
ij ,-){7'a T ■< y ') /<--fe'fSi4©ffilf (Beuller.B. 
;jb*J;C;: Ceraiii.A.©(1987),KeN En« 1 . J. Hed. 316. 
379 ) . SAft tC iftt a I y K h + •> y ® Jb « a ffl 
IIC^O^^%®<>t'^ (Beutler.B. ^ © (1985) Science. 

m.869] . nvLiiamwiiiJii/»m-^mmm(o%'(i 

'Oi (Old. L.J. ® (1985) . Science. 230. 630;Be«tler 
B.^^ J;!:;Cer8ai.A. ® (1987) .New Eng I . J. Ned .11£. 
379:Vilcek. J<9® (1986).J.Exp.Ned.l£1.632] , 
Pi&mmcom^f (Sato.N. ^© (1986). J.Natl. 
Cancer Inst. 1£, 1113} « #ft<R ( Bar tol ini , D. B. 
&® (1986), Nature 111,516) , JS ^l' fS tt 
(Hestan.J. ^®(1986), Nature 323. 816;Honit. 
G.H. H. <t: Cf Coeddel , D. V. ® (1986) . Nature 322., 

819 ) ^JiO^^ 7 r»44cw-f «liJ8«tt5» 

(Taverne.J. ^ ® (1984) , CI in.Exp. leaunol .22, 



293 ) i-tt-monaHTin^intiii^ o&^^i^ 
<a>©^«}ia-f ©R«KJ:9 w»/v^nT^^* 

T . '(y^-a-f + y-l *J:OfttK!lt V * --K ') 
1>-y*7-< K«(LPS) C J; ») eP4)-WK:ffl«Sifll« 
S T 4 . 

v^' D7r-->*SA:««l«-S4TNF tt. Sfc 
'J y * h + •> y 4 «; $ nx (-> 4 ffi » K M a L ') 
y /%• » - S 4 liJ -r * « TNP - i B Sfl -f -5 A: » 
TNP-aS/ctt*V^'f-i't()l*SftTl'^5 
(Pennica^®(1984), Nature 1JJ[,724] . b h TNP 
-aia^lf TNP-tf®H#tt, iS'a-y^bin, 

B.coii<*»Ta9i$nTwa;-r«ses«*<*»ic 

A^^«8t«« (Pennlca.D. ^.©±8eXlK^l ; 
Shlrai.T&©(1985), Nature 111.803 : Hang, A.M. 
^©(1985). Science 22£> 149 ; Cray 4> © (1984) . 
Nature Ul. 712) . ff S « E9(l U *? »J- « 
TNP-aiTNP- ^ i©«|ia(i«jJt«tt. 30J<®«I^ 
ftimt (Pennics<9®±gB:S:iUl»R9) . Pennica 
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^ (1984)*? cfcD^Cray^i (1984) iC«fcnif. fflTFN SI 

UtattaanS U-b -(TNF-R) (Aggarwal. B.8. 
^,0(1985). Nature 311. 665) * ttiSfflBart <0 

amaSltt. taift;iTNP tC:*tLTrSt>8l|att (Ko: 
0. I - 1 n«$-C) «^rt 50000 ffi IB 

(DtS'&eBia* * (Tsuji«oto.n ^>0(198 

5). Proc.Natl.Acad.Scl.U.S. A. 82, 7626 ; *? cfc CF 
Saglloni.C. & 0(1985). J. Biol. Chen. 26^.12295 

Uytrak. TNP «:a < »W1»C J; *3 rt^E^tsns 

(Tsoji«oto,H. &0±E^:ait#W. *?cfcCfShalaby, 
«.R. ^? 0 (1987). J. Leukocyte Biol.iL.196) • TNP 

ts-^ses-^y^itttti^* tL* TNF-u-trr^- 

ffl^«t0^>« < i '*M B5STNP 

-tntt. 70-80 kD 0^iF-i: UTSSi£^ tLTt^^ 
(Kul I ,F.C. ^(D (1985) .Proc. Nat I.Acad. Sci.U. 



S.A.. ai.5756 *J ^afTsujimoto.h. <s>©±8BXlM 

. cfc ♦) iS5c^^^fi0{iii0S&!ffffl t> ^ y::. 
TNP C^ttTXSe^r 5 C it^^Kifi* tLTl^5 
(Creasey. A. A. ^ 0 (1987) , Proc. Na t I . Acad, Sc I . 
U.S. A.M. 3293 ) . ^n<b0gaHSItt. )(I5E$ 
tl4 t--fer^-ffl^*0-e5* «i-©H: 
7"^^ -gQ!a0ajRa:{«»®4nSl^felJ«Tfe ^> ^ • 

TKP-cr«. t h tc^^^t^eaiHiJiSlfilSCi; ^ 
laiUS (Haage.A. 0 (1987) . Lance t . 2 fll4B. 
355 ] . »4*ttlK.a (Scuderi.P. <5>0 (1986), 
Lancet, 12^13B. 1364) , ^ X IZ if ^ 
«ttTai8a0%4 (Ranges. G.E. ^>0 (1987). J, 
Exp. Med. IM. 991) - g E ft IS "7 X C i>Mt 5 * 
tt*?HS0«4 ( Jacob, CO.*? i;aJMc Devltt.H. 
0.0 (1988). Nature Mi. 356) x ^ X *? It ^ 
»«Ifr«?i±R.a (Piguet. P.-P. ^>0 (1987),J 
Exp.Med.iM.1280) . 7. C *? 1 1 5 13 14 7 

T0364 (Crau.G. ^> 0 ( 1987) . Sc i ence 237, 
1210) *?J;a^il|45S COonald.Y.M. <>)0 (1986). 
J. Exp, Med. 1958) ^0t h i? J; CK v *? 



Jt5^^<0S!ft5tt»tCMaLT^^$Ci*<^Sn 

Pm^— ^ .{Q§g^(0{$<i (Mandrup-Poulsen.T. 
^0(1987). Acta endrocr Ino logica Hi.Supple 
tnent 282. 40) 0 «i; -5 « S « tt JB tC *? T IS Z *) 
iS^iSSHi. TNP fcfflHt (itL. i)-^^ni)< 

^ y ^-a ^ ^ y - l^)-«}0ffi{t^t/PJ<i:LT«l(iE 
•f-S C: <!:K:<>ll»*&*i5. TMP-crJd:. h 
*?tt'S (Tracey, K. J . 0 (1986) , Science IM. 
470 ) if C5 t k C *? ^ (Tracey. K. J. h O 
(1987). Nature. aM. 662-664) x y V h ^ > y 

-SSSiffS (Beatler.B. *?itf Ceraal. A. ^0(1987). 
NeM Engl. J. Medicine. Ul, 379tC J: *) ttff 5 tl"C 
1^5) ICBBilt -S w i:*<*SnTV^ TMP-or 
*?J:tf TNP-tf 0lP!l«tta«tt. iSl«3SiC*?ttS 

rtaaBa0»»^*f^'t'>«<*5^*>si^WK:«> 

^ tm^htlXlf^^ (Stolpen.A.n. 0(1986). 
A.. J. P. 123. 16) h^^tf (Pober.J.S.O(1987). 
J.I..unol.iaa. 3319) . i^^. ff + SfflOrt 



S^0f+«tt«. TNP C cfc ♦) » L < tt^* 
(Ca vender. D. <^ 0 (1987) , J . I ■■uno Mil, 1855 ) , 

T1:»$^^« L^-fe^^-(hTNP-R)«:*)it4 t h tQ 

BaxaoTNP is^gsHu:*r-r5^>' ^ a-T^^i'K 

H3KK*ffl^ /c«^<?>»iW-a0SHSl^*v fiOSeiJi 
mt^Zts *?J;CKv ffl^0«ai045!ttfcL/<« 

5^»tC*?tJ-5. S fcttJSfhTNF-ROWaCC^Mt 5i$ 

ta*»Ifc L < «Wrn-«0ttffl«*t c itc*^. 
ffiBg0aS«:3oT. afii9l$8!IS«0<k 

TNP.R HBK«s S^tt. Jl&»ia«4 

ISM. »(;Lti^ ZR-75. MCP-7s HEp-2. V v^II 
*yS:«xrx^^ y A-;KEpstein Barr) ^ ^ }U 
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-fl6«t:5ai^»n-cv'«*{tTTJSfi$*i5. tarn 

*f J; 0^ iW ?L tt'PHSF ® i; -3 « 7* n r 7 - -fe' IfllF /W 
-dlPLC) © J; 7«ffl*®^a^ h/77-<¥at: 
I'. 

tUSa^liiRL. $XD-vtHlR! (Pill v<7X$x 
a - vflBBaAM^Kfif * Lt-') <!: ® ffll ® J; 7 « Jffl 



KO^'-jyti/jLU-i/a yKK®J;7«jafi5ffl 
SiHi^iii. i®KI«tcffiffl* tt3jl4 3 }R 

<fc THF-artt. W^.tf. ^Dfl/7 5y-T (chlor 
a«l«-T) s 7 h /^•-;^+ •>^^--b'$ fctt*;u h 
y -/N y ^ -(Bol ton-llunter) itCJ;*)^ * « t> 
a. lUT®lli&9<4 ®gB^(C(i£.,Ti99i(-r«C ^ 

« !? B fit (It /N-< 7* 'j K-v±jt 

ln*«±-C®7 7 -fif^-:?D7 h^'77w> 
HPLC*®<k ^/,Ciffl«®i'n-? h/77^?atC.k 



KrtWtitiW* n»s. «« 1 ooig* -c®* y ^ 
ysi?L«C®.k7«!!!JRKJ;»)4«$*i;t)«*« 
(Ouchterlony) ft ff 5)- Ilk « .iT © » fc ^ft C <k 

♦)•tn^.®i^7'^'7;^c^t,T'|*{ft^f^^«c<!:!l)< 
r«♦^5''^-^ 7" k- viaoatthtr-ic 

J; tfhtr-2aC J; ») S nfc (> 0*<I«H ^ 7* ^ 

♦5■5/^■<7'•J K- vttfii«chtr-4a, htr-5afeiCf 
htr-SbC J: »J ^iBitlfc <)©*« IgCl*7'^7X 
rabO. « C 2 ««©* y ^ a-:^;Hji(♦l, 
r«*5S-'>-f K'--r|aBa«chtr-6b;feJ:tfhtr- 

Tbck *> ^^a}^♦lfc <>©*< i«c2b ■9-7*^75^t 



© "/-J u- >9 y c J; ») »:f 4» 

n*. c©^^<7>'*-:;*u->9 y©eflEtt, # 
]£®tiii^»±. !t${ciiL-6o ^-<):a(HEp-2 tneaa± 

ffliia, jyT©XS«S'*t4. *56qi!©* / ^ 

TNP «ts^-r«-t*i6©fi8;^«*«»«. ZCOZ 

tits iyT®l^»«1 5 C*f(->T4;L ^♦iSHttW 
*tt®»tB«82i$CS'74. »#$*i,TV>«iaffi 

JLUSl^is HL-60 (ATCC«^ CCL 240) taVSK. 

ZZt: "TUP ©tt^" tt. TNP-R K^fllK: J: »> & 

a 5 n T t ' « t ' » la a ( • w fig • ) c tt ^ L a « fig 

©W«-*<!:L.T© '"I-THP ©»*«ISLTt>*. 

*(.»b) ffll*«L. Z Z-CtK^CDfi H rit. T 
^ © Jl « /!: E ^ C <»: ») -t © a © Jft ft © ]£ © 
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j^fficcfcsi. sis?ffi + c*wLTc^^ b nana 

ILZja^i^ {^SrttaBaaofiBBai LTHEp- 2 la 
ea (ATCC#^ CCL 23 ] C Wl' 5 1^ ♦« « Sft * S 

HM64ta!{2 (ATCC#^ CRL 1751 ) tCOt^T^S 

^ 4 m \it. *5fe?aO»Ab SltO'^SOW (htr-lc. 
htr-2a. htr-4as htr-5as htr-6b^ htr-7b^ htr- 
9b) ©HL-SO aija*?<*;CKHEp- 2 fflSatC^Mt ^^-^ 
yollJSt!:. L-929 mm CATCC 
CCL 1 ) ±® ^' y ^ JL •> 3 y 



16450 ) >SC ^{/CHoltaann.H. <^ CFWa Uach, 0. 
CD (J.{B>unol.(1987)lM.1161) (C. MRlF^tOft 
^ e a K » M il 5 W « C ffl * C i » ^ 

'> s y" i LTSBiaiS nTi^^. 

htr-lc. htr-2a^ htr-4a^ htr-5a. htr-6b^ ht 
r-7b*?<i; tfhtr-9btt. * JB W C T fl-ffl « 

Sa lis bury 0 ^ - o e T y * a U ^ a y 

• #y-7ji-r;i/.-fe;u.;<?;Uf- + — X (European 
Collection of Aniaal Cell Cu 1 tu res (ECACC) ] 
tC1988^3 ^lOHcyr-^X h*t!?0*{t<D fe<b 
tCBtT^!>ECACC t)-9T»i£$nTV>* 
: htr-lcU:«LT8803100K h tr-2aC W L T 8803 
1002. htr-4aC W L-C88031003. htr-5aCWUT 
88031004. htr-6btC W LT88031005. htr-7bCW 
L T 88031006 J& <fc tfhtr-9bK:WtT88031007. 



tt. coj;^;5:y'>y^'>'AU->5ytt. hl-60 
aBa±Ci»H>T. cod: -i «WBa±T?100ng/«2C 
(> L < ttTS^^-SBCto. S^«<fcOff 
S U < tttb20ng/B£®EC,.« *l6?«(0!gH ffi 

C ©J; 0 «tfflBi3±T 
lOtf «/«2C^Ll^3!»-(> L < W:T**3^EC5«. ^/c 
««k S L < ttJfj 2 //g/afCECsi^^-J-^IS?/! 

- a y tt. HBp-2 ttlia±:tC*?V^T. Z O 
«Ba±T100ng/«IC^Ll^*^. <>L<ttT*i35 
BC,#. sy::W:J;*)»S L < tt20-l00ng/jrf©JgaB 
(Z>EC,.$*r*«'?SOIgM fit»a*fflt^4*^. 
-SO^ttCOJ; -5 «aBa±-C 2 A/g/«etC^Ll^A^s 
fcU<ttT*t>-S. {M;li^l00flg/««(OEC»o*S-r 

*5S?3<oigC }Jtf#a*fflt^TMS$ni, rJ^'-^y 

^i^Al/— i^^yttx ^/c. AggarHal. B,B. cfc 
Eessalu.T.E. ( J . 8 i o 1 . Chew . < 1987) , 2S2.» 



«^ ^ «i (i^ IS ® e* « W { b tc <*: o T fill a 5 4x 1# ^ . 
A3i!±0TNP-R8l^<t;CFtiS$n$^73}gJB®TNP 

TNP-R A^'^t-dtaiBit. m*9)*iti^&m& 
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T -« tc {Jffl $ ti T * ta^t IS © tt ck 15 



HL-60 SlSS CATCC No.CCL 240 ] $s 2 s/ £ 0 
NaIICO,*t^tf 1640 i&tfi (CISCO A^a 

^St074-01800) *C*?l^T4W$-tf:. 5 %C0, 

5 %*iisiajar(!« i&»nL)t. staea oxio'*) 
1 ?^ h 'J h y X ii4*?<J;af 1 -M PMSP * =S"r 5100 
rssfft*. ofcao^rais 2oooogTia'£.^^»t^*- 

±a»««. PBS T 1 : lOtCj&R LA;. J&« 
l./c±a^«*. 4 t-C. 20Bg(2)ia«;i t h THP 
-a (Pennlca.D. 0(1984). Nature 724 : 

Shirai.T. (1985) . Ka ture . 313 . 803 ; Hang . A . , 

«. ^> ©(1985). Science 221.194) Si^lK#® 

(affigel 10)(Bio Rad ^ a ^ S # 153 - 6099) 
i^^t ^ ^ y -Ut^ii^^ffc (aSii:0.2ffle/i^) . 

d©;(i7A*4ts iftii 1 Ki/^-Cs m 1 iiaK: 



0. 1 h »J h y X114 5 20alOPBS T . 

*LT^2 !iBtC20«£©PBS mSiT iSfer* U . U 
■bT"^-*. 22ts 2«£/^©ai8"Cv 4«£©100 
«H ^ > y . p H Z 8 . 0. 1 © r ;u V ;u F •> K 
-S ;^ 7 A5ti^*5^r8iK* Hirfc. JSdlJfll*. -fey 

h 'j 3 ySOf- A — 7'(Centricon SOtube) (ABicon) 

ft a it 

10//£©a«3$tl/i?8ll5?g*x 20;/£ ©^^7 
a ^ X K 7 JL A y h iig^L^, 10// £ ©?LS 

Holfldaht.R © ((1985). J. Inaunol. 
Methods 13.379) I2« * tlTl^ * ^ffi C tt T . 

OHB. 7 B B^^<fctfi2a ac. I»»*<3^tt «»tL 
fcBaib/cv ;^©-:^©afi©»aK:ttW tfc. 

n yAW««i*)HiLv «*-<«)*) y^ 

*ttig-r C iCC<fc-7T. 2g/£© NaHCO, ^^fi- 



■f-S Iscove©JStft(IHBM,GIBCO A^a^#-t074 
-2200)*caiB3F-i*:yS:. De St. Croth ^^Xf 
Scheidegger ( J. laaunol . He thoda . (1980) . 1£, 1 ) 
©itfll^SCffio Tx 5X10' © 'J y >'N'Sff«Sa*s 
WSStMaft^jtt/B-CtttatTt^SSxlO'PAI -r^ 
X^XO— "T-lfflBS (J.H.Stocker © Research 
Disclosure. 217. 1982* 5 fl. ^155-1571) i iit 

41© 2. 0 a£©505^ (v/v) ;K 'j x ^ U y ;/ U 3 - >U 
«C;foH^TB!affl«iT«t^. 105^Pn1©*5-?>*>?5: 

8it$©rBic. io«£© iMEH * o < *) SJtrat * w 

-^Uy h C L 2 00«£©^lfe«tft ( IMBM-h20%4^]!6 

iliHrt. 5 y (2.0«M) . «: icfcc i oo^r« 

t;f^ + 1^y^y. a4tfH r5/r-r';yx *j<k 

tfl6;fH f-$;;y(HAT) *#Wt52->n//jr 
h x^ y -;i/(lOO(/H) ) +c»»ai$-fr/c. C© 
»jS««10tt©96Jt©ta«l««KtC»ltt*-tt:. 5 
% co.i?<kCf98?«©Sflt©»ffl«T. »StS*a;t 
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*C<5:« <37feilBruJiSfiLyS:. 

js^fx) K- vigSS5 0±S*?S(lOO// £) 

7.\%\K^ (10 A/ g/«£ PBS 4'C) T 1 ti/c 
ELISA l5(Nunc)Cj^L/c. C<0±S^«L PBS 

^^^\f^\% BSAiScfccfo.01%7 ^Ig®?8ffi 
©*J!&iejiiv»*?^c;o. 1 h v 

igJtjaS tL/c50««® RPMI 1640iSfft*O3 XIO' HL 
eOfflHats 1 )vg/«£® THF- arit^iC37t 1 l# 

UTPBS 1 liiftr^L. rSfBL. ^K.^^1&%\rfl 
-£:tT?B«Lfc. J&JR$nfcrS)»«9*> BUS 

IS (50*f£/^) tC^bv 4 t T 2 tSPeVSa 

4 -C tlJbn^T. PBStt3U:^St5O.l%0 h U h 

yxii4 T 4 L^-c. l^iSWI 3 i 

[BllJitC LT^rtt* -ti-^ Brlngman.T.S. ^, CD C (1987) , 



Hybridoaa J.. 489} ^ 41^ <!: P| I* (0 ELISA 

C<k -^TiSW* HySiTNF tCWr 5 ^ y D 

Pranker.P. J.i^<i;afSpeck, J.C. ((1978), 
Biocben. Biophys, Res.Cofliiiun. M.849) <fc T 
^il^S* tl^ilfrfttCliEoT. '"I ^^^tf lodo-Cen 
(Pierce *^D/?S-t 28600) ^ffl^^Tffla^fcb 
y::. 1% BSAifflC^TPQS 4^ C10*cp«/«£tC« 5 

iTi6«snfc I -0saK-iFN}ji*(2oooci/ 

» tJtdOOtf £) CS}JDU22fr 2 B$B11S 

ftL/c. cn?><z):?c4. PBS v^t jtKBicgfe 

L^ Dupont Chronex II^^ V-XtU;'} Kodak 
Xo«at XR-5 7 /;i/i.±1? lg«5!LT:f - V y 

;u C <*: r» T a 84 * n /c /> ^ y J K - -7 SI . 

«c«*^ig-rS. 8S hTNF-R fiifltSItt. ElISA tS 

i5is*nfc. ssK«£^cotg}j(7 V ^ r*. 



/igMT >f y ^ rf^uwiJiYff (Nordic) ot^-rn*^ 

^fflt^T Ouchterlony - r n - ;^ tRrti OttlRK: 

5 xio*HL soaBja (3iiS(« i ) * ^ hasih i - 

tl^WIHfil^iStC^t^ RPMI 1640l91fi*Tait 
t /i, 37t T 1 B$Ptl|l&«b/cgfe. iStlBiB* iSi^^ 
fl(tCJ;-?T-<UvhtCL. O'CT. 4. 5 «£0PBS 

« fflv^Tijtt*L/i. -tn^*. 0. 1 %©7 

i^itf h 'i i.*? J;C;*'M-a!aTNP(10*cp-/««) 
« ^^-r i 1 ««©^±RPH 1640*816 (*J15W 1 ) . 
^^nUmti-^ttz. '*M-ajaTMF tt. Praker^^ 
J: tfSpeck(||!lil« 4 ) tZ^r^Xm^htlftljm^ 
VL^X. TNP s Iode-Cea(Plerce ;^ ^ a ^#^28 
600)*>^>»^nT»r>fc. JtfiScWfigtt. 700Ci/« * 



U y h ^fc 0 t 1 %©BSA *?cfc y^O.OOl % 
Oh'; h y X 100 (Fluka) ^^Wr«4. 5«£<DPB 

a)IIJ«c*>n>T. Ktfi5cK-TMP i/-fer^-Ui«t 

7? jffi ffl * n T c ^ o A: fia sa o fiB sa e ^^ rA 9t . 
ioooocp*/5 xio* aaBa-zjfe* c «!:A<MS$n/c. 

5hjaiXl2« S« tT HEHI.164-. L929- *;<fcO'IIB 
p-2-ailia05^rrCttffl L/i. HL60-. HEp-2-. WE 
J; 1^^1929- mm^Kt llU^VfOin^^i 
BJ 1 - 4 *tC^*nT^>5. 

MMJSLL 
yONM yj^Igcc^aF..-Brfrg)^ri)c 

75-HU ^'H!:^ M; •> A. 75«HJfl{b t h U ^? A 

ck 2 »« EOTA . p H 7. 0 s 0. 1 t« (0 /nM y 

(Boehringer Hannheia, Hannbei a, BRD) 4> ^ 

^ o^i-JUtKf^ -htr-g* (10«g/«£) (3gSS 

M 1 - 4 Cii£-<yS:tI^tttcLT9ia3Lfc) CD^?ft 

0. 5 ««tr60aHi/ X r y^^^rf-si^-^'i ySL 
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tt-S 1 00x/«/«fiO6*3R«^*r5rr)tCiaSlLy:: 
SJtinLJt. 37t T I »*[aig?f 7k4» 

X/IICU pH8.0 •Cl^«>¥aitC L/iSa® G--fe 
7Ta — 4B(Phar«acia Uppsala^ ;^X — f-'V') 
® 1 7 ACiBL/i. am® 

»«3[i«). PBS. pH6.8 CWLTiStffL. 400 // 
^tCBBBLfe. C:CDS?fi*x TSK 3000{Phar«acia 
KLB Biotechnology AB, Uppsala. 7.X-fV) * 
7 A±OHPLCtC J; -^TStCMSLTl^jSOOOO Da^> 

100^ £ O0.15M Ja {lit MJ <7 A4iC*;tt 5 100 
g CD^ri/ y (Herck,Dar«a3tadt.BR0)*s 100 



3R4Si(d:. Ht-60 asa. up'2mmh^^a^i-s2 

7 7Tfe5. 



a y /n' j:: - • 7 f- x V y -fe' ;u > + 7 h 
<^aA ^fffl± ¥ * ^6 M 



-t/l/fii* -htr-g- a0Bg/*2) (3gJ!fi{M 1 - 4 
Cit-</c<!:[^l«CLTSHaL/c] 0 ft « 0. 5 «fi t;: 

T200»H FU::^/HCU p H 8.0 tc « L T iSfif U . 
I^itifie tc:i£-<;t<i:[sl«0?gaa C-isyJ^i^i 

h -;i/(Sig»a) 0 1 M ^mAQ/J £ (hJtCiglEL 
»rl^ft*. PBS PH6.8 (CWLTiSrrL. 
afflU. IgJSWe CibH^Ti£-<A:<t^»tClxTnP 

m I a. HL-60 Moatcwt-s^awo^y^a 



-554- 




2 ISJ 



100-1 




I 1 1 1 1 — 

lE-09 lE-08 lE-07 lE-Ofa lE-05 

mAb C g/m I ) 

htr-2* -B- htr-le htr-4* 



"555- 



^3 1^ 




htr-lo htr-4j 



m 4 



HL60 ■■ H£p2 1-929 



100- 



I 




I 

I 



j^gj htr-1c htr-2a htp-4a hti—So htr-6b htr-7b htr-9b 
m Ab 

mSAtfC^ (50 ug/ml) 



III 

I 




m 

ir 

iff; 
C 

o 



-556- 



m 1 M<r>m 

@intxi.» i^sijiE^ fT^mm.^^■ 

A 61 K 39/395 ADZ N ^29-40 

C 07 K 15/28 8318- 4H 
C 12 N 5/16 
15/06 

G 01 N 33/53 D 7906-2G 

33/566 7906-2G 

33/577 B 7906-2G 
//(C 12 P 21/08 

C 12 R 1:91) 
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